Electrophoresis of lipoproteins by polyacrylamide gel disc electrophoresis is described and a quantitation of the pattern obtained in normal subjects in terms of the "esterified fatty acid index" is compared with similar patterns on paper and cellulose acetate electrophoresis.
Electrophoresis of proteins on polyacrylamide disc electrophoresis (PAG) has been well documented by Ornstein (1964) and Davis (1964) , but apart from a ready made up kit for the preparation of the various gel-solutions, and the use of very expensive equipment for quantitation, little description is available for lipoportein analysis (Moran et al., 1972) . The present communication describes a detailed procedure for lipoprotein analysis which we have successfully used for the past four years in separating and quantitating lipoproteins, relative to the pattern of normal subjects, by PAG. The esterified fatty acid index of each lipoprotein class is evaluated for young and older normal persons and is compared with results obtained by cellulose acetate and paper electrophoresis (Table) ( cf. BiIIimoria et al., 1971 cf. BiIIimoria et al., , 1975 .
MATERIALS AND METHODS

Reagents
(A) 1 M HCI (24 ml), r-u-(18.1 g), and TEMEO· (0.12 ml) were dissolved in deionised water (25 ml), pH adjusted to 8.9 with 1 M HCI, and made up to 100 ml with de ionised water. (B) Tris (1.91 g), phosphoric acid 85% w]» (0.58 ml), and TEMED (0.03 ml) were dissolved in deionised water (50 ml), pH adjusted to 6.6-6.8 with phosphoric acid (85 % w/v), and made up to 100 ml with deionised water. (C) Acrylamide (12 g) and Bis· (0.48 g) were dissolved and made up to 100 ml with deionised water. (0) Acrylamide (10 g) and Bis (2.5 g) were dissolved and made up to 100 ml with deionised water. (E) Riboflavine (4.0 mg) was dissolved and made up to 100 ml with deionised water. (F) Sucrose (80 g) was dissolved and made up to 100 ml with deionised water. (G) Ammonium persulphate (0.14 g) was dissolved and made up to 100 ml with deionised • Abbreviations:-Bis: N, N' methylenebisacrylamide. TEMED: N.N,N',N'; tetramethylethylene diamine. Tris: 2-amino-2-hydroxymethyl-1-3-propandiol.
water. (H) Tris (5.98 g) and 1 M HCl (41.8 ml) were dissolved in deionised water (30 ml), pH adjusted to 6.7 with 1 M Hel, and made up to 100 ml with deionised water.
Dye so/ution.-Sudan Black B (l g) was added to ethanediol (l00 ml at lOOcC). The mixture was sonicated (30 min) and filtered through a Whatman No. 1 paper while hot.
E/ectrode buffer.-Glycine (14.32 g) and Tris (2.98 g) were dissolved in deionised water (500 ml), pH adjusted to 8.2-8.4 with 1 M HCI, and made up to 1000 ml with deionised water.
Combination of reagents
Separating gel solution (1.5 ml/tube); A: C: G 
Procedure
Borosilica tubes (length 10 em, internal diameter 0.5 ern) were cleaned with chromic acid, and rinsed thoroughly first with tap water and then with distilled water. The rinsed tubes were immersed in a 2 % Photoflo 600 solution for 30 min and were left in a 37"C oven overnight to dry.
The bottom end of the clean tubes was capped with a piece of Parawax film, and the tubes were then mounted into a gel preparation rack (Canaleo Diagnostic Products Group, Rockville, Maryland, U.S.A.); 1.5 ml of the separating gel solution was delivered to each of the tubes. About 0.5 ml of deionised water was delivered on top of the solution in each tube to provide a flat surface. Care was taken to avoid mixing of the gel-water layer. The water-layered gel solution was left to polymerise at room temperature for 35 min. The water layer was removed by inverting the tubes and was allowed to drain for at least one min. Stacking gel solution (0.1 313 ml) was delivered on to the separating gel in each tube, and was layered with about 0.1 ml of deionised water. The tubes were photopolymerized (20 min) under a fluorescent lamp unit (Canaleo). Loading solution (0.2 ml) was delivered on to the stacking gel. 25 ILl of plasma was delivered into the loading solution, and the tubes were sealed with a piece of Parawax film. The rack of tubes was inverted several times to allow thorough mixing of the sample and the loading solution. The tubes were photopolymerized under a fluorescent lamp after layering with 0.2 ml of buffer for 20 min. Electrophoresis was carried out in a Canalco disc-electrophoresis tank at 5 rna/tube for 45 min. The gel was then scanned on the Vitatron densitometer TLD 100 (Fisons Scientific Apparatus, Loughborough, Leicester, England) with a scanning speed of 2, filter 569 mIL, slit width of 0.1 mm, and VR408 linear recorder with an integrating speed of 5 and a paper speed of 5.
The esterified fatty acid index (EPI) of each band of lipoprotein was worked out as described previously for paper and cellulose acetate strips. In brief: the EFI of each lipoprotein band = %relative dye uptake x total plasma esterified fatty acids (mmol/l) 100
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